. Protocol for human lymphoid organ aggregate cultures (HLAC). (a) Freshly dissected human spleens were processed into single-cell suspensions, plated into 96-well v-bottom plates and treated with cytokines overnight before infection with GFP-tagged HIV-1 by centrifugation at 1200g at room temperature for 2 hrs. Except when otherwise indicated, infection was assessed after 72 hr by GFP expression using flow cytometry or p24 ELISA of culture supernatants. (b) Splenic HLAC protocol with microRNA predepletion. Total CD4 T cells were purified from spleen and nucleofected (Amaxa) with antagomir locked nucleic acid (LNA), rested and re-combined with CD4-depleted splenic fraction. The reconstituted splenic HLAC were then subjected to cytokine treatment and HIV-1 infection as in (a). Representative flow cytometric plots of CD3 versus CD4 at the different experimental steps are shown. Numbers indicate the frequency of cells in each gate. 
